Please review the veterinary concerns outlined below and address them through either video edits (via on-screen text or narration changes) or text manuscript edits.

· For text edits, please download the PDF from the text article link provided below, insert your suggested changes as comments, and return the annotated file to us.

· For video edits, we only require your approval/requested information. The JoVE editing team will implement the necessary revisions.

Links to the article:

Text: https://review.jove.com/t/67539?status=a69545k

Video: https://review.jove.com/v/67539?status=a69545k


Reviewer 1 Comments: 
Time in Video: 00:46, and Location in Text: 1.2
Comment: Use of non-pharmaceutical grade anesthesia (sodium pentobarbital).  
Suggested change: For documentation, please submit a copy of your animal ethics committee-approved protocol (in English) that indicates the use of sodium pentobarbital as anesthesia OR change the anesthetic agent.

Time in Video: 00:56 and 02:56; Location in Text: 1.4 and 1.13
Comment: The animal did not receive analgesics. 
Suggested change: Include a pre- and post-operative analgesia regimen in the text manuscript and add it as a text overlay to the video.
OR 
Provide justification for why pre- and post-operative analgesia was not administered. Also, provide specific documentation from your animal ethics committee (in English) that indicates the non-use of analgesia.

Time in Video: 01:06, and Location in Text: 1.4
Comment: The text states, "…. pinch their toes to confirm that it is completely anesthetized”, and the voiceover states, "Pinch its toes to confirm complete anesthesia”. 
Suggested changes: 
1. Modify the text to “…. pinch their toes to confirm the surgical plane of anesthesia”.
2. Modify the voiceover narration to “Pinch its toes to confirm the surgical plane of anesthesia.”

Time in Video: 01:12-03:00; Location in Text: 1.6, 1.11, and Figure 2
Comments: 
· The use of wood as a surgical surface is completely unacceptable. The material is not sanitizable.
· Skin prep is incomplete (should use both iodine-based scrub and alcohol).
· A sterile drape is not used to cover the surgical area.
· Use of scissors to make the skin incision, which is against JoVE guidelines.
· No sterile/aseptic technique is used (organs, surgical tools, and sutures touch the unsterile fur).
· The use of penicillin IP / topical is unacceptable. Antibiotic use is not a substitute for poor surgical technique.
· Anesthetized animals should not be placed with their nose in bedding. Animals should be placed on a solid substrate so that the nose is not blocked.
· Figure 2 shows that surgical sites have inadequate removal of fur.
Suggested changes:
· Refilm the segment of the video (01:12-03:00).
· Perform the surgery on a non-wood surface, providing heat support.
· Use a well-shaven animal (150% of the area surrounding a surgical site should be devoid of fur) and drape the animal.
· Use a surgical scalpel instead of scissors to make the skin incision.
· Follow aseptic techniques (organs, surgical tools, sutures, or any sterile material should not touch the fur).
· Delete the segment that shows the use of penicillin IP and remove its mention from the text manuscript.
· Capture images while refilming and replace figure 2 with a new one.
NOTE from JoVE: We can provide further instructions if you would like to proceed with refilming.


Location in Text: 1.12 NOTE
Comment: The NOTE does not make sense.
Suggested change: Edit the text to clarify.


Reviewer 2 Comments: 
Time in Video: 00:50, and Location in Text: 1.2
Comment: Distilled water is not an appropriate diluent for anesthesia as it is not sterile.
Suggested change: Sterile water or sterile saline should be used as an alternative. Non-pharmaceutical grade anesthetics should be filter-sterilized. Please describe it in the text. 

Time in Video: 00:56 and 02:56; Location in Text: 1.4 and 1.13
Comment: Analgesics not provided. 
Suggested change: Include a pre- and post-operative analgesia regimen in the text manuscript and add it as a text overlay to the video.
OR 
Provide justification for why pre- and post-operative analgesia was not administered. Also, provide specific documentation from your animal ethics committee (in English) that indicates the non-use of analgesia.

Time in Video: 01:12; 01:20; 01:28; 02:50 and Location in Text: 1.6 and Figure 2
Comments: 
· No heat support is provided. Per JOVE veterinary guidelines, provide thermal support (e.g., heating pad or blanket) and monitoring as needed.  
· Only betadine (no alcohol) is used for surgical site disinfection. Per JOVE veterinary guidelines, the surgical area must be disinfected several times in a circular motion with both an iodine-based or chlorhexidine-based scrub and alcohol.
· Scissors are used to make skin incisions. No surgical drape is used.
· The volume of penicillin for IM injection is excessive (1 mL demonstrated).
· Inadequately shaved area for surgical preparation.
Suggested changes: 
· Refilm the segment of the video (01:12-03:00).
· Perform the surgery on a non-wood surface, providing heat support.
· Use a well-shaven animal (150% of the area surrounding a surgical site should be devoid of fur) and drape the animal.
· Use a surgical scalpel instead of scissors to make the skin incision.
· Follow aseptic techniques (organs, surgical tools, sutures, or any sterile material should not touch the fur).
· No more than 0.2 mL should be administered IM to an approximately 200 g rat. If a large volume is required, use more than one site. Too large a volume at one site can cause pain and will not be retained.
· Capture images while refilming and replace figure 2 with a new one.
NOTE from JoVE: We can provide further instructions if you would like to proceed with refilming.

Location in Text: 1.9, 1.12, and Figure 1H. 
Comment: What type of surgical thread (suture) is used for ligation and muscle/skin in this procedure?  
Suggested change: Please describe appropriate suture material. Figure 1 demonstrates a 2-0 suture of unknown material. 2-0 suture is large for a rat. Recommend 3-0 or 4-0 absorbable monofilament for ligation, 4-0-5-0 absorbable monofilament for skin and muscle. Per JOVE veterinary guidelines, silk sutures must not be used.

Location in Text: 1.12 NOTE 
Comment: The statement does not make sense: “NOTE: Sterilization should be conducted 24-48 h post-surgery, spaced 1-2 days apart.” 
Suggested change: Remove this statement. 


